1. Euthanize the mice and collect the maximal volume of blood through a cardiac puncture.
5. Carefully resuspend the pellet in a 33.3% Percoll solution (v/v) -add 1.7 ml Percoll 100% + 3.3 ml of RPMI (without serum) at RT! -and transfer it into a 15ml Falcon tube.
6. Centrifuge @2000 rpm (800 g) with no brake for 30 minutes at RT. Gently aspirate the supernatant as much as possible, leaving only the cell pellet. Wash the pellet 2 times (the Percoll can inhibit the ACK red blood cell lysis buffer).
7. Ressuspend the pellet in 1 ml ACK and incubate at RT for 5 minutes to lyse the red blood cells.
8. Add 13 ml of FACS buffer and centrifuge @1500 rpm (480g) for 8 minutes (with the high-brake setting) at 8ºC. 9. Ressuspend the cells in complete medium and count the viable ones. Cells are ready for flow cytometry staining.
